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In situ hybridization
For ISH, mouse E18.5 sections were de-waxed with xylene, and rehydrated through an ethanol series and phosphate buffer solution (PBS). The sections were fixed with 4% paraformaldehyde in PBS for 15 min and then washed with PBS. The sections were treated with 8 µg/ml Proteinase K in PBS for 30 min at 37 °C, washed with PBS, re-fixed with 4% paraformaldehyde in PBS, washed again with PBS, and placed in 0.2 N HCl for 10 min. After washing with PBS, the sections were acetylated by incubation in 0.1 M triethanolamine-HCl, pH 8.0 and 0.25% acetic anhydride, for 10 min. After washing with PBS, the sections were dehydrated through a series of ethanols. Hybridization was performed with probes at concentrations of 300 ng/ml in the Probe Diluent-1 (Genostaff), at 60 °C for 16 hr. After hybridization, the sections were washed in 5×HybriWash (Genostaff), equal to 5×SSC, at 60 °C for 20 min and then in 50% formamide, 2×HybriWash at 60 °C for 20 min, followed by RNase treatment in 50 μg/ml RNase A in 10 mM Tris-HCl, pH 8.0, 1 M NaCl, and 1 mM EDTA for 30 min at 37 °C. Then the sections were washed two times with 2×HybriWash at 60 °C for 20 min, two times with 0.2×HybriWash at 60 °C for 20 min, and one time with TBST (0.1% Tween20 in TBS).
After treatment with 1×G-Block (Genostaff) for 15 min at RT, the sections were incubated with anti-DIG AP conjugate (Roche) diluted 1:2000 with ×50G-Block (Genostaff) in TBST for 1 h at RT. The sections were washed two times with TBST and then incubated in 100 mM NaCl, 50 mM MgCl2, 0.1% Tween20, and 100 mM Tris-HCl, pH 9.5. Supplemental Table 2 .
Three different sequences were used for ISH. Sequences for anti-sense probes used were as follows.
Supplemental Figure 1 .
In situ hybridization on E18.5 mouse embryo for Sema3G sense probes
The sense probes for Sema3G gave no signals. 
Establishment of Sema3G knockout podocytes and wild-type podocytes
Glomeruli were isolated from mice and Sema3G deficient podocytes, as well as from wild-type podocytes cultured from isolated glomeruli. The expression of podocytespecific markers was evaluated by RT-PCR (A) and immunohistochemistry (B).
Bars indicated 25m.
Supplemental Figure 5 .
Sema3G inhibited the phosphorylation of p65 and ERK but not JNK and p38MAPK
Podocytes were pre-treated with 0.5 g/ml 
